The mechanisms underlying the progression of simple steatosis to steatohepatitis are yet to be elucidated. To identify the proteins involved in the development of liver tissue inflammation, we performed comparative proteomic analysis of non-alcoholic steatohepatitis (NASH). Mice fed a methionine and choline deficient diet (MCD) developed hepatic steatosis characterized by increased free fatty acid (FFA) and triglyceride levels as well as alpha-SMA. Two-dimensional proteomic analysis revealed that the change from the normal diet to the MCD diet affected the expressions of 50 proteins. The most-pronounced changes were observed in the expression of proteins involved in Met metabolism and oxidative stress, most of which were significantly downregulated in NASH model animals. Peroxiredoxin (Prx) is the most interesting among the modulated proteins identified in this study. In particular, cross-regulated Prx1 and Prx6 are likely to participate in cellular defense against the development of hepatitis. Thus, these Prx isoforms may be a useful new marker for early stage steatohepatitis. Moreover, curcumin treatment results in alleviation of the severity of hepatic inflammation in steatohepatitis. Notably, curcumin administration in MCD-fed mice dramatically reduced CYP2E1 as well as Prx1 expression, while upregulating Prx6 expression. These findings suggest that curcumin may have a protective role against MCD fed-induced oxidative stress.
Introduction
Fatty liver disease is commonly associated with metabolic disorder or alcohol abuse and is characterized by the accumulation of fat in the liver. Non-alcoholic fatty liver disease (NAFLD) is frequently associated with elements of the metabolic syndrome, namely obesity, type 2 diabetes, and dyslipidemia. The pathophysiological picture of NAFLD ranges between simple steatosis, non-alcoholic steatohepatitis (NASH), and progressive fibrosis [1] . The mechanisms of simple steatosis progression to NASH are not yet fully understood. One proposed model for attention to the involvement of Prx isoforms in inflammation and liver injury. Our findings suggest that Prx isoforms are promising candidates for a NASH biomarker.
Materials and Methods

Ethics statements
This study was carried out in strict accordance with the recommendations in the Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. Animal studies including the issue of ethical treatment of the animals were all reviewed and approved by Animal Ethics Committee of Kyungpook National University, and the protocols were approved by this committee. All surgery was performed under ketamine anesthesia, and all efforts were made to minimize suffering.
Animals
Male C57BL/6J mice were obtained from Orient Bio, Inc. (Seoul, Korea). All animals were housed in a temperature-controlled (20-24°C) and humidity-controlled (45-55%) environment with a 12: 12-h light: dark cycle. The groups were as follows: (1) Normal diet (ND) (n = 10): animals fed the standard diet for 12 weeks; (2) MCD (n = 8): animals fed the MCD diet for 3 weeks (S1 Table) ; and (3) MCD diet supplemented with curcumin (n = 8): animals treated with MCD + curcumin diet for 3 weeks.
Two-dimensional gel electrophoresis
Two-dimensional gel electrophoresis (2DE) was performed using an established procedure [24] . Briefly, whole liver tissue lysate (400 μg) was added to a 24 cm immobilized pH 4-7 linear gradient strip (Amersham Biosciences), which was rehydrated in an Ettan IPGphor isoelectric focusing (IEF) system. Complete sample uptake into the strip was achieved after 12 h at 20°C. The focusing was as follows: 500 V (1 h), 1000 V (1 h), 4000 V (2 h), and 8000 V (6 h). For the second dimension of electrophoresis, the IPG strip was incubated in equilibration buffer (125 mM Tris [pH 6 .8] containing 6 M urea, 30% glycerol, and 2% SDS) containing 65 mM DTT for 15 min, and then incubated for 15 min in equilibration buffer supplemented with 2.5% (w/v) iodoacetamide. The equilibrated IPG strip was transferred onto a 12% SDS gel for SDS-PAGE and run at about 120 V using Ettan DALTsix Larger Vertical System (Amersham Biosciences). Gel staining was performed as described by Kang, et al. [25] . To ensure the reproducibility of the observed changes in protein expression, experiments were performed that made two groups, which is three pools of three independent liver samples of ND-or MCD-fed mice. Each group was run in duplicate. For the differential analysis, statistical significance was estimated with the Student's t test. Values of p < 0.05 were considered significant.
In-gel digestion & MALDI-TOF analysis
Protein spots were in-gel digested using trypsin and samples were prepared for MALDI-TOF analysis. In short, selected gel pieces were washed for 10 min (25 mM NH 4 HCO 3 /50% acetonitrile), vacuum dried, and digested overnight (50 mM NH 4 HCO/20 μg/mL trypsin) at 37°C. The supernatant was transferred to a fresh tube and dried in a vacuum centrifuge. The dried extract was dissolved in 0.5% trifluoroacetic acid (TFA) and concentrated and desalted using C 18 ZipTip (Millipore, Billerica, MA, USA) according to the manufacturer's protocol prior to spotting on the steel MALDI plate. For MALDI-TOF analysis, a 4700 proteomics analyzer (Applied Biosystems, Foster City, CA, USA) was used with reflector/delayed mode. Data were analyzed using GPS Explorer software (Applied Biosystems) and MASCOT software (Matrix Science, London, UK) using mouse protein sequences in the NCBI non-redundant database as a reference set. Search parameters were a precursor mass tolerance of 30 ppm for MS and 0.7 Da for MS/MS was allowed. In addition, up to two missed cleavage were allowed; oxidation of methionine was set as variable modification and carboxyamidomethylation of cysteine as fixed modification.
Western blot
Cell lysates (25 μg of protein) were separated by 12% SDS-PAGE, transferred to PVDF membranes (Millipore, Billerica, MA, USA), blocked with 5% nonfat dry milk, and probed with antibodies at 4°C overnight. Antibodies against α-SMA (1:1000, Epitomics, Burlingame, CA, USA), CYP2E1 (1:1000, Cell signaling Technology Inc., Beverly, MA, USA) and Prx1 and 6 (1:1000, Abcam, Cambridge, MA, USA) were used as probes. The anti-GAPDH antibody (1:1000, Santa Cruz, CA, USA) was used as a loading control.
Immunohistochemistry
For histological analysis, liver sections were stained with hematoxylin-eosin (H&E). The primary antibodies applied to the tissue sections were a rat antibody against F4/80 (dilution 1:500; Serotec, Oxford, UK), a mouse antibody against α-SMA (1:200), 4-HNE (1:200, Millipore, Billerica, MA, USA), CYP2E1 (1:200), and Prx1 and Prx6 (1:200). Peroxidase activity was revealed using DAB substrate, slides were counterstained with Hematoxylin (Sigma Chemical, St. Louis, MO, USA), then dehydrated and mounted in Safemount embedding medium (Labonord, France).
Statistical Analysis
All values are represented as means ± SD of the indicated number of measurements. A oneway analysis of variance test was used to determine significance, requiring Ã p < 0.05 for statistical significance.
Results
Hepatic lipid deposition in mice fed MCD
We initially placed C57BL/6 mice on an MCD diet, which has been extensively shown to be associated with progressive fibrosing steatohepatitis, pathologically similar to human steatohepatitis. We observed significant hepatic fat accumulation induced by MCD feeding. A significant increase in the liver-to-body weight ratio was observed in the MCD group (Fig. 1A) . The total hepatic triglyceride content and serum AST of the MCD fed mice was significantly greater than that of ND mice ( Fig. 1B and 1C respectively) . For closer observation of liver changes, histology sections were stained with H&E and examined by light microscopy ( Fig. 1D) , revealing macrovesicular lipid accumulation.
Hepatic inflammation and Kupffer cell activation
In order to explore MCD diet-dependent profibrogenic effects, we performed qRT-PCR analysis of liver homogenates ( Fig. 2A , primers of qRT-PCR; S2 Table) . The co-receptor, CD14 in the TLR4 receptor complex significantly increased as determined by mRNA levels in the MCD fed mice. In addition, genes associated with fibrosis and cytokines, such as TGFβ1, TNFα, and TLR4 were also induced in the livers of MCD fed mice. Liver changes in MCD-fed mice were associated with a marked increase in inflammation. To evaluate the effect of MCD feeding on hepatic stellate cells (HSCs) and macrophage activation in vivo, α-SMA and F4/80 positive cells were examined, respectively, in liver tissues using immunohistochemistry (Fig. 2B) . The levels of α-SMA and F4/80 were significantly increased in the MCD-fed group as compared to ND-fed mice. α-SMA is a unique marker for activated stellate cells and myofibroblasts, whereas F4/80 is a macrophage marker.
Proteomics analysis
Differential proteomic analysis of the soluble protein fraction of the sampled liver tissues yielded several significant changes in MCD-fed mice. Fig. 2 shows typical 2-DE patterns of mouse liver. Gel images for the mice livers were analyzed with Image Master Platinum 7.0 software. Protein spots significantly affected by MCD feeding are marked by arrows with numbers ( Fig. 3A) . Protein spots from preparative gels were subjected to in-gel tryptic digestion and MALDI-TOF analysis. As shown in Fig. 3B , the differentially expressed proteins are grouped and classified according to their biological function. A majority of differentially expressed proteins are related to metabolism, detoxification/oxidative stress, and homeostasis. These results suggest that the differentially expressed proteins are involved in the disturbance of metabolic homeostasis and hepatocellular oxidative stress in steatohepatitis. Table 1 lists the most strongly differentially expressed proteins, which exhibit at least a 1.5 fold difference in expression. The numbers indicated on the gels correspond to the numbering given in Table 1 . It is noteworthy that 12 proteins are involved in detoxification processes, and 9 of these have reduced expression in MCD fed mice.
Validations of selected proteins including oxidative stress and antioxidant proteins
In order to determine whether the changes in protein expression are consistent with changes in gene expression, mRNA contents were compared with the results from 2-DE. In particular, we observed that Sbp2 (spot 23 and 24) was dramatically downregulated in protein expression in MCD fed mice (Fig. 4A) . Consistently, a decrease in Sbp2 mRNA took place in a parallel manner. These results confirmed that Sbp2 is transcriptionally downregulated in steatohepatitis. In contrast to Sbp2, Sbp1 protein (spot 25) and mRNA levels were not changed. In addition, major urinary protein (MUP), also known as lipocalin, showed the most significant decrease in the MCD fed mice as determined by 2DE analysis (Fig. 4B ).
Proteins involved in cellular defensive strategies against oxidative stress also showed coordinated changes in their expression levels. For instance, proteomic and qPCR analyses showed decreased expression of antioxidant molecules such as glutathione peroxidase 1 (GPx1), GSTP1, and ALDH1 in MCD-fed mice (Fig. 4C ). In addition, we investigated the effect of MCD fed mice on the expression of Prxs in the liver of mice by western blotting (Fig. 4D) . While hepatic Prx1 expression levels significantly increased in MCD fed mice, those of Prx6 dramatically decreased. Induction of CYP2E1 is a central pathway in generating oxidative stress and releasing ROS. Western blot assays showed a dramatic increase in the expression of CYP2E1 in MCD-fed mice as compared to ND-fed mice (Fig. 4E) . The western blot results of CYP2E1 were confirmed by immunohistochemistry. Moreover, 4-HNE adduct formation was rare in ND fed mice but was prominent in MCD fed mice. The 4-HNE formation indicates lipid peroxidation.
Curcumin prevents oxidative stress and recovers antioxidant protein expression in mice fed MCD
In that curcumin is a potential antioxidant and anti-inflammatory agent [26] , we investigated the effects of curcumin on the expression of antioxidant proteins in MCD-fed mice. As shown in Fig. 5A , curcumin led to a significant improvement of the liver pathology induced by MCD feeding. Further, the curcumin-treated mice displayed significantly reduced CYP2E1 and Prx1 expression levels, while Prx6 protein expression increased (Fig. 5B) . These western blot results were confirmed by immunohistochemistry analysis as shown in Fig. 5C . Hepatic CYP2E1 and Prx1 expression levels in MCD fed mice were upregulated, whereas Prx 6 was downregulated Discussion NASH is characterized by excessive fat accumulation in the liver with attendant cell injury and inflammation. The cause of progression of hepatosteatosis to NASH is still poorly understood. The goal of this work was to identify differentially expressed proteins in steatohepatitis, and to characterize metabolic pathways that may explain the onset of steatohepatitis. In this study, a proteomic approach was used to determine the effects of feeding mice the MCD diet as compared to the ND diet. This resulted in our identifying *50 differentially expressed proteins; a large number of which being related to oxidative stress and cellular defense against reactive oxygen radicals. Reactive oxygen species (ROS) are continually generated during metabolism and subsequently scavenged by antioxidant systems. Perturbation of this equilibrium leads to oxidative stress. Therefore, the final mediator of the development of steatohepatitis seems to be oxidative stress due to production of ROS with decreased antioxidant defenses. Our results demonstrate a significant increase of hepatic CYP2E1 in the MCD fed mice as determined by immunohistochemistry and Western analysis. Indeed, the involvement of CYP2E1 in NASH has been established in MCD-fed mice, where liver injury and fibrosis were associated with induction of CYP2E1. Conversely, Cyp2e1−/− mice were protected from this damage [22] . Increased generation of reactive oxygen species (ROS) and other reactive intermediates and/or decreased efficiency of antioxidant defenses actively contribute to parenchymal cell death and excess tissue remodeling and fibrogenesis [27] , [28] . On the other hand, CYP2E1 is also a major contributor to ethanol-induced ROS production in the liver. CYP2E1 metabolizes ethanol to acetaldehyde, and increases oxidative stress by the production of ROS and lipid peroxides.
Lipid peroxidation seems to represent an important mechanism that initiates and perpetuates inflammation. Lipid peroxidation products have been referred to as surrogate indicators for oxidative stress. 4-Hydroxy-2,3-(E)-nonenal (4-HNE), a major aldehyde product of lipid peroxidation, is metabolized through oxidative (aldehyde dehydrogenase), reductive (alcohol dehydrogenase), and conjugative (glutathione S-transferase; GST) pathways [29] . In particular, the aldehyde dehydrogenase (ALDH) family is important in cellular defense against exogenous toxic aldehydes and endogenous aldehydes, such as those derived from lipid peroxidation [30] . In this study, ALDH1 was downregulated in MCD-fed mice as compared to ND mice. Other research groups have reported that ADLH was down regulated in an alcoholic liver disease model [31] . Since an increased level of ROS is commonly accompanied by fat accumulation, we can predict a reduction of ALDH expression in liver tissue following oxidative stress.
Detoxification of reactive oxygen and reactive nitrogen species is a standard cellular response to oxidative stress [32] . The first line of defense against free radicals is provided by SOD and GPx. GST is the second line of defense; its expression is regulated by cellular redox status. GPx, SOD, and GST expression was found to be downregulated in MCD-fed mice, leading to oxidative stress [33] . A decrease in the expression of GPx1 is likely to reflect an increase in toxic metabolite production, and can thus be regarded as a sign of developing oxidative stress. In addition, a down-regulation of SBP2 in mRNA and protein expression has been observed in this model of hepatitis. SBP2, a selenium transporter, is mainly expressed in the liver and predominantly incorporated into GPx. Under toxic conditions, such as alcohol abuse, the selenium level in liver is known to decrease [34] . Thus, SBP2 may be a useful marker in toxic-induced steatohepatitis. GSTP1 is a member of the GST family and plays an important role in detoxification by catalyzing the conjugation of many compounds with reduced glutathione. Expression of GSTP1 is associated with phase 1 detoxification of oxidative stress products. Recently, GSTP1 expression has been implicated in the regulation of cell proliferation and apoptosis through direct interaction with c-Jun N-terminal kinase (JNK) [35] . Thus, the proteome of steatohepatitis cells presented with a down-regulation of enzymes involved in the elimination of ROS and damaging metabolites, along with the depletion of cellular defensive reserves to withstand oxidative stress. Prx proteins function in cellular protection against oxidative stress, regulation of cell proliferation, and modulation of intracellular signaling pathways that use hydrogen peroxide as a secondary signal transmitter. Further evidence for an altered redox potential in the liver is provided by the expression levels of Prx proteins. In this study, we showed that the expression levels of two Prx isoforms, namely Prx 1 and Prx 6, were significantly changed in MCD-fed mice. In addition, the expression pattern of all Prx isoforms in MCD-fed mice is considerably similar to those obtained from EtOH-fed mice (S1 Fig.) , which may result in common pathogenic mechanisms of NAFLD and alcoholic liver disease. Prx 1 is a prime candidate for regulation of H 2 O 2 signaling, initiated by cell-surface receptors. Moreover, Prx 1 is important in protecting against oxidative stress and inflammation, possibly through suppression of the NF-κB pathway [36] . We showed that expression level of Prx 1 is significantly upregulated in MCD-fed mice. An in vivo antioxidant function of Prx1 was recently demonstrated in the livers of ethanol-fed mice [37] . We also found that Prx4 was up regulated in both MCD-and EtOH-fed mice (S1 Fig.) . We assume that changed Prx 4 expression may reflect a link between oxidative stress and the pathology of hepatitis. Recently, Rpdriguez-Suarez et al. have reported that Prx4 was up regulated in NAFLD patients [38] . Our results are consistent with these findings. Prx 4 is referred to as TRANK, a thioredoxin peroxidase related activator of NF-κB and c-Jun N-terminal kinase, and has been shown to function as a cytokine in the activation of NF-κB. On the other hand, Prx 6 reduces H 2 O 2 , short chain fatty acids, and phospholipids and thus protects against oxidative injury. Up-regulation of Prx 6 suppresses intracellular enzyme inactivation, membrane phospholipid peroxidation, and cell death, mediated by oxidative stress. In addition, Prx 6-deficient mice are susceptible to oxidative stress by hypoxia or paraquat treatment, leading to an increase in mortality and lung injury [39] . In the present study, we found a reduction in Prx 6 expression in MCD-fed mice, suggesting diminished capability to counteract oxidative stress in the liver. Likewise, Prx6 was significantly down-regulated in EtOH-fed rats [31] . Although the precise mechanism for gender susceptibility to alcoholic steatohepatitis is not well Curcumin Attenuates MCD-Induced Oxidative Stress understood, Prx6 was found to lesser downregulated in females as compared to the males. It was also evident that the decrease in expression is likely due to increased degradation of this protein rather than though a decrease in synthesis and transcription [40] . Together, these changes of antioxidant proteins in expression are indicative of hepatocellular damage in increased ROS levels. We may conclude that Prx seems to emerge as the most-attractive candidate for a steatohepatitis biomarker. The presence of independent isoforms and high expression levels of Prx suggest its usefulness as an oxidative stress marker and the diagnosis of the liver disease.
The polyphenolic substance diferuloylmethane, commonly known as curcumin, is derived from the rhizomes of Curcuma longa and has been demonstrated to possess antioxidant activity in vivo [41] , [42] . We investigated whether curcumin is capable of effectively alleviating the hepatic steatohepatitis induced by the MCD diet. Liver damage biomarkers, including AST and ALT, are increased in fatty liver disease mice, but reduced by curcumin supplementation. It has been reported that alcohol intake and a high-fat diet can promote the development of hepatic steatosis. Curcumin treatment is known to decrease triglyceride accumulation [15,43,44,] and suppress NF-kB activation via direct modifications on the NF-kB/IkB complex, and inhibition of IkB degradation [45] . In this report, we showed that curcumin prevents oxidative stress and significantly improves liver pathology induced in mice by MCD feeding. Hepatic CYP2E1 and Prx1 expression levels were significantly reduced in curcumin treatment mice, whereas Prx6 was dramatically increased. Therefore, although the regulatory mechanisms need to be further investigated, it is likely that curcumin plays a role in alleviating the severity of hepatic inflammation in steatohepatitis.
In summary, we have identified 50 differentially expressed proteins from the MCD-fed animal. As far as we are aware, the present work is the first proteomic analysis of MCD diet-induced NASH. Furthermore, our findings reveal an oxidative stress involving accumulation of hepatic toxicity. In particular, the defense proteins such as GPx1 and SBP2 were significantly down-regulated in steatohepatitis model. SBPs are believed to play a crucial role in the antitoxic function of selenite. Thus SBP2 substitution in toxic-induced NASH may yield a therapeutic strategy targeted against Sbp2 down-regulation. Among proteins involved with antioxidative stress, the Prx family was the most-pronounced change. Prx 1 and Prx 4 were strongly upregulated in MCD mice, whereas Prx 6 was downregulated. These results suggest a potentially important role for these proteins in hepatitis. We also found that curcumin treatment reverses changes in Prx expression and attenuates oxidative stress responses in MCD-feeding induced hepatitis. Consequently, Prx isoforms may serve as potential biomarkers, providing a new perspective on the pathogenesis of Prx in steatohepatitis.
Supporting Information S1 Fig. Expression of Prx1 to 6 in mice fed MCD and EtOH. Liver tissue extracts were prepared from mice fed the MCD, EtOH and ND. Prx proteins content was quantified by Western blot, using equal quantities of total liver protein. Expression levels were normalized relative to GAPDH. EtOH-fed group: drank 5% wt/vol alcohol for 2 days, 20% wt/vol alcohol for 5 days, and 30% wt/vol alcohol for 6 week. (DOC) S1 
